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: Liljestrom et aL,J. Virol. «;4107-4113 (1991). 



Monolayers snouid never be allowed reach complete confluence^ Thi . 
dumping and is generally irreversible. If this happens, throw them away and start 
Note that you win need 5 x 10° cells per dectroporation, use cells that ar e 60-803, 



JpparatUg : BioRad Ocne Pubar™ with Puke Controller. 0.2 mm electrode gap 
caveaM from BioRad. Other brands of electroporatiott devices probably will also work but 
eSe^a^cSSvaL 0 ^ 85 (volla ^ capacitance, etc.) to optimia transection 

RHaSff-frCg Cena are washed and shocked in this solution. It is advisable to 
ceeck lie elecooporadon time constant of your PBS before starting, the value should be 



0. 7 ac the settings given below. 

1. Wash the cell uxmolayers twice with PBS. 

2. Add 3 ml trypsin per 150 mtnplate. Incubate at 37°C for - 5 min until trypsinization is 
complete. Gently produce a single cell suspension in the trypsin solution uswif a pipette 
and transfer the cefis to MEM + 2% FBS u!«op trypshuadin (lOmlper^ate) FP ^ 

3. Collect the cells by low speed centrifugation at zoom temperature, C O0stya»t w 

?J^f^ y T nOV ?^ su P c T nm f nt andresnapend'Ccclls in ice-cold RNase-ftcePBS 
(we use 3-5 ml per 150 mm plate), "igggi y 

S^Determine the yield of the cells (we usually count the number of cells diluted 1.10 in 
(re^stop^dSl) tttP 3 ' W " h 0n ° aMdonal io ^ ld RNase-free PBS 

Ld^eptSSt to Scc^ M 4 Confi * atr * lion of c « u * toI in cold RNase-fiw PBS 

fhnS ^^f 1UapleS * * c l ectt 0P° atc d 1» * U ml xrricroceudfuge mbe on ice. Add 
IS^^^^T 0 ^ 0 -^ teady ' tmisfer RNA/ccll mixture to the 

electroparao.cn cuvette. Pin the cuvette in the holder of the dectroporarion device. 

I^ISSSZ t" 0 **** foUowing settings. L5 kV, 25 uPD, with thepulse. 



10. After the electric shocks, allow the cells to sit at room temperature for 10 min. After 
tin* recovery period, the cells are diluted 20-fold with M^M 4- FBS (9.5 ml) and plated 
We usually use 0.5-2 mV 24 mm well 1-4 ml/ 35 mm plate, 4-6 ml/60 mm fjaate orE 10 
ml/ 100 nun plate, depending upon nature of the experiment 
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